This Page Is Inserted by IFW Operations 
and is not a part of the Official Record 



BEST AVAILABLE IMAGES 



Defective images within this document are accurate representations of 
the original documents submitted by the applicant. 

Defects in the images may include (but are not limited to): 

• BLACK BORDERS 

• TEXT CUT OFF AT TOP, BOTTOM OR SIDES 

• FADED TEXT 

• ILLEGIBLE TEXT 

• SKEWED/SLANTED IMAGES 

• COLORED PHOTOS 

• BLACK OR VERY BLACK AND WHITE DARK PHOTOS 

• GRAY SCALE DOCUMENTS 



IMAGES ARE BEST AVAILABLE COPY. 

As rescanning documents will not correct images, 
please do not report the images to the 
Image Problem Mailbox. 



Figure 1 



in 



COOH 



COOH 




PAL 



NH 3 + 




cinnamate 
4-hydroxytase 



+02 



r7 phenylalanine 



trans-cinnamic acid 



COOH 



COOH 




suffotransferase 





OH 

p -h yd roxycou marie acid 



OSO, 



Zosleric Acid 



Figure 2 



jfjfi 



Isolation of total RNA 



Synthesis of cDNAs 



PCR cloning using degenerate primers 
to obtain partial clone/sequence of ST gene(s) 




5' RACE using gene specific primers 
to obtain 5'end ST sequence 



3' RACE using gene specific primers 
to obtain 3' end ST sequence 



subcloning the full length ST clone onto expression vector 



1 



Expression and purification of ST protein 
for verifying ST activity 



20/456236.1 



Figure 3 



Degenerate: 



Primer name 



Primer Sequence (from 5' to 3*) 
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Gene specific: 
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Subcloning of full-length ST 

gene onto ex pression vector: 



Design 5' and 3' ST gene specific primers 
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PCR amplification of the full length ST gene 
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Cloning the PCR product to an expression vector 
(pGEX4T-1) Z^^^m 

Sequencing the inserts to confirm 
in frame linkage of the ST gene 
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Transformation to expression host E. coli BL21 

Induction of the expression of the 
fusion GST-ST protein with IPTG 
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Primer Names 


Primer sequences (From 5" to 3') 


Corresponding conserved 
Protein Sequences 


5' primers: 






Z-ADH-P1 


GTIGCITGGGARSCIGGIAARCC 


VAWEA(P)GKP 


Z-CH-P1 


CARRAIATGGTITTYACIGTITAYGG 


QD(K)MVFTVYG 


Z-PAL-P1 


AARCAYCAYCCIGGICARATIGARGC 


KHHPGQIEA 



3'primers: 
Z-ADH-P5 
Z-CH-P4 
Z-PAL-P4 



TTRTARTTICCRAARAAIGTICCYTT 
GGIARIGCIARDATDATICCGIIRCA 
YTCIACYTCYTTIGGIARIACIGC 



KGTFFGNYK 
CPGIILALP 
AVLPKEVE 
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